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3. After homogenization, add sodium lauryl sarcosmate to a final concen- 
tration of 0.5% and mix the suspension well. Centrifuge at 5000g for 10 
minutes at room temperature. 

Sodium lauryl sarcosinate is used as a detergent because SDS is insoluble in 
concentrated salt solutions. 

The centrifugation step can usually be omitted when processing lysates of cultured 
cells. 

4. Transfer the supernatant (or the lysate of cultured cells) to a fresh tube, 
and draw it into a hypodermic syringe fitted with a 23-gauge needle. 
Layer the samples onto a cushion of 5.7 m CsCl, 0.01 m EDTA (pH 7.5) in 
a clear ultracentrifuge tube. Using a waterproof marker, mark the 
position of the top of the cushion on the outside of the tube. Use 
guanidinium thiocyanate homogenization buffer to fill the tubes and to 
equalize their weights. 

The CsCl/EDTA solution is made in 100-ml batches by dissolving 96.0 g of CsCl in 
90 ml of 0 01 M EDTA (pH 7.5) and adding diethyl pyrocarbonate (DEPC) to a final 
concentration of 0.1%. Allow the solution to stand for 30 minutes, and then 
autoclave for 20 minutes at 15 lb/sq. in. on liquid cycle. When the solution has 
cooled, adjust the volume to 100 ml with DEPC-treated water (see page 7.4). 

Caution: DEPC is suspected to be a carcinogen and should be handled with care. 

For convenience in later steps, the tubes should be labeled on the bottom. 

5. Centrifuge at 20°C for the time and at the speed indicated in the table 
below. 

A swinging-bucket rotor is preferred to a fixed-angle rotor because the RNA is 
deposited at the bottom of the centrifuge tube rather than along the wall (where it 
comes into contact with the cell lysate). 

Turn off the centrifuge brake before decelerating the rotor to prevent disturbing the 
contents of the tube. 

Volume of CsCl/ Volume of Time Speed 
Rotor EDTA cushion (ml) homog enate (ml) (hours) (rpm) 

3.1 12 40,000 

9.7 24 32,000 

26.5 26 23,500 



6. Take care not to disturb the gradients when removing the tubes from the 
centrifuge. Draw a line on the outside of each tube approximately 0.5 cm 
from the bottom. Using a pasteur pipette, carefully remove the fluid 
above the level of the cushion (upper mark on the outside of the tube). 
This part of the gradient contains the viscous cellular DNA, which is 
usually visible as a white band. With a fresh pipette, remove the fluid 
above the lower mark on the outside of the tube. 
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